Antibodies against angiotensin II (A II) were generated in rabbits by immunization with val5-angiotensin II coupled to albumin. All antisera bound significant amounts of 125I-labelled A II hepta (2\p=n-\8) and hexapeptide (3\p=n-\8), but angiotensin I (A I) was not bound. High specificity for A II was found in 3 sera out of 10. The other sera showed above 50 % crossreaction with hepta-or hexapeptide, or both. No sera were found to crossreact with A I. The amino acids in position 1 and 2 may become additional immunological determinants, providing the basis for the generation of antibodies highly specific for A II. Labelling with 125I using the chloramine method may alter the immunoreactivity of angiotensin congeners. Selected antisera against A II may be used for radioimmunoassays of the biologically active angiotensin "III" (2\p=n-\8heptapeptide) and the 3\p=n-\8hexa-peptide fragment of A II.
MATERIAL AND METHODS
Production of antisera.
Antisera were produced in young female rabbits using val5-angiotensin II amide (Ciba, Basel) coupled to human serum albumin (Kabi, Stock¬ holm) as described (Fyhrquist 1971; Freedlender et al. 1974 (Fyhrquist 1971 (1971) and purity checked with isoelectric focusing. Labelled polypeptides were stored as described (Freedlender et al. 1974 Separation of antibody-bound polypeptide.
Small Sephadex G-50 columns (8.0 x 0.6 cm), equilibrated with 0.15 M phosphate buffer, pH 7.5, and 0.1 ml of assay buffer, were used as described for angiotensin-binding factors in human plasma (Goodfriend et al. 1972 ). Then 0.2 ml of the incubation mixture was applied to the column, which was eluted with 0.15 M phosphate buffer, pH 7.5. The first 1.0 ml contained the antigen-antibody complex.
Calculations. (Table 2) .
No antiserum was capable of discriminating between val5-and ileu5-A II (Table 3) , the latter corresponding to the human form of A II. There was a great variation in cross-reaction of various antisera with 2-8 heptapeptide and 3-8 hexapeptide. Thus, only 2 antisera showed less than 20°/o cross-reaction with heptapeptide (E-2, E-3) and 4 sera indicated low cross-reaction with hexapeptide (E-l, E-2, E-3, H-2). One antiserum had higher affinity for hepta¬ peptide than for A II (M-6) and 2 antisera (M-7, M-8) showed higher affinity for hexapeptide than for A II.
Usefulness for radioimmunoassay was also limited by the amount of A II detectable ( (Goodfriend et al. 1966; Dietrich 1967; Vallotton 1970 Vallotton , 1974 
